Immunochemical detection of 'platelet type' phospholipase A2 in the rat.
Polyclonal antibodies were raised against rat platelet phospholipase A2. One of them, designated as R377 was prepared by immunizing a rabbit with the intact enzyme. The other antibody, designated as R385, was prepared by immunizing with the enzyme treated with 2-mercaptoethanol. The antibody R377 bound to rat platelet phospholipase A2 almost exclusively, while the antibody R385 reacted not only with rat platelet phospholipase A2 but with the enzymes obtained from snake venom or mammalian pancreas. The antibody R377 bound to the non-reduced rat platelet phospholipase A2 bearing intact intramolecular disulfide bonds, but not to the reduced enzyme. In contrast, the antibody R385 reacted with both non-reduced and reduced enzymes. R377 may recognize the conformational structure of the enzyme. Both antibodies inhibited the enzyme activity. The antibody R377, but not R385, interfered with the interaction of the enzyme with heparin, which is one of the characteristic properties of rat platelet phospholipase A2. The antibody R377 reacted with phospholipases A2 of bone-marrow cells and of peritoneal exudated cells prepared from caseinate-treated rats, indicating that some myeloid cells other than platelets also contain 'platelet type' phospholipase A2. An immunochemical method for measurement of rat 'platelet type' phospholipase A2 was developed. The sensitivity of this method was 10 ng/ml of phospholipase A2 in the preparation. One of the advantages of the present immunochemical method is that the measurement was not affected by the presence of an endogenous inhibitor(s) of enzymatic activity.